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Start Antigen D Analyse

Antigen D Analysis

S M X ey Start analysis of newly measured
File  User | Analysis | Arrange  Help antlgen D da.ta Ce” deteCtlon,

Structure Detection  » molecule detection, statistics, export

5pot Detection r Single Molecule Analysis functlonallt
Trajectory Analysis y
Cluster Analysis .

W Antigen D Analysi | Antigen D Result Merger

Antigen D Result Merger

Start result merger: analysed and
exported data files can be imported
and visualized; machine learning can
be started
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Import Antigen D Analyse

Cptions

7

Add New Group Add new Images

New images can be added
using the fileimporter (see next

A new group can be added with
specific name and specific

color (used for result .
visualization) =
Basic colors:
- - Al e B 0
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' Add Group Dialog I& EEEEEEENE L
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Import SPE Images 1 OBERGSTERREICH
(= File Importer L=l
V ile Names: > ;
Al Sk e o Add new Images
| Sample Filename
—— ﬁo, Delete selected
I m— v 'mage
i Crop Option:
=) Using this option
[¥] Crop .
- images are cropped to
[ Pars the specified size
Pairs Option:
Selected Folder. D Two files are regarded
Import Options T~~~
- as one sample (used
# Frames: .
Begnfwo: | 6 for seperated white
Endhon: 7 light and fluro image)
White Light: 1
Addto Group: Start Import

B Scale Factor

et aug,
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Import SPE Images 2

OBEROSTERREICH

D dl=a

(=~ File Importer

I;U File Names: Scaling Preview

| Sample Filename

Selected Folder: D+

ﬁpon Options

# Frames: 150
Begin Fluro: 65
End Fluro: 75
White Light: 1

I
) S

Statlmpon@

Import Options:

A

A

Beqgin Fluro = First

Frame to be analysed

End Fluro = Last Frame

to be analysed

White light = Frame
Number White light
image

Add to Group = Select
the group samples shall
belong to

Scale Factor = Select
scaling factor of images
(preview can be seen
on the right handside)
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Start Automatic Analysis

{*® MNancDetect v. 1.0 (Admin)

File  User Analysis  Arange Help

Start Analysis:

(™ Antigen D Analysis
File  Settings

SREILES Artigen D Analysis

iz 20150407 _D=_H41_1_20_top_aread_rot_003_.SPE

1= 20150407 _D=_H41_1_20_top_areab_rot_010_.SPE

i 20150407 D+ H41_1_20 top_ar=al_rot_013_SPE
i 20150407_D+_H41_1_20_top_arsad_rot_014_SPE

. 20150224_wd3_H41_1_20 top_area12_rct_013_SPE
~ 20150224_wd3_H41_1_20 top_area13_rct_014_SPE
- 20150224 wd3_H41_1_20 top_area15_rot_017_SPE
= 20150224 wd3_H41_1_20 top_area22 rot 024 SPE
= 20150224_wd3_H41_1_20_top_arsad_rot_002_SPE

_ 20150407_D-_H41_1_20_top_aread_rot_036_.SPE
. 20150407_D-_H41_1_20 top_areab_rot_038_SP
~ 20150407_D-_H41_1_20 top_area7 rot_039_5
= 20150407_D-_H41_1_20_top_area8_rot_040_

Antigen D analysis is performed automatically for all
selected files; running files are marked as following:

- [

= [#]e3* Antigen D Analysis

EI.__..

- [V

20150407_D+_H41_1_20_top_areab_rot_0059_.SPE
20150407_D+_H41_1_20_top_areab_rot_010_5PE
20150407_D+_H41_1_20_top_aread_rot_013_.5PE
20150407_D+_H41_1_20_top_areal_rot_014_SPE

Options

5 Workflow

April 2015>




Show and Save Results
Automatic Analysis
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OBEROSTERREICH

(% NanoDetect v. 1.0 (Admin)

File User Analysic Arrange Help

{* Antigen D Analysis

20750407 _D+_H41_1_20 top_sres5_rot_009_SPE
N20150407_D+_H41_1_20 top_sreab_rot_010_SPE
- X50407_D+_H41_1_20_top_srea8_rot_013_5PE
[] ) 20p407_D+_HA1_1_20_top_sread_rot_014_SPE

o

p wd3_H41_1_20_top_area12_rot_013_SPE
- 20150224 Ng3_H41_1_20_top _area13_rot_014_SPE
- 20150224_wd\ H41_1_20_top _srea15_rot_017_SPE
. 20150224 wd3 N1_1_20_top_srea2?_rot_024_SPE
- 20150224_wd3_HN_1_20_top_area3_rot_002_SFE

m
]
]

- 20150407_D-_H41_1_2N\jop_aread_rot_036_SPE
. 20150407_D-_H41_1_20 N _areab_rot_038_SPE

_D-_Hé1_1_20_toprea7_rot_033_SPE
& 20150407_D-_H41_1_20_top_aNg8_rot_|

ooood

Options
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Antigen D Analysis:

After clicking on AAnt iDdenra | ya#l cakuiated
results are combined and visualized in serveral ways.
Using the Data Sumamry tab, all results can be
exported as *.csv using the export button (those files
can be imported using the Result Merger)

[E=3 Eol ==
TEuER=e Intensity Resuts | Cell Intensilies | Disibution Results | Distbution CellIntensities | Cell C | Data Summary |
=1/ Antigen D Resufts S e
e[y ek rouped Results | Frame Results |
: 20150224 _wd3_H41_1_20_jop_sreal2_rot_013_SPE
20150224 _wd3_H41_1_20_top_sreal3_rot_014_SPE Grouped Intensity Distributions
20150224 _wd3_H41_1_20_top_areal5_rot_017_SFE
20150224 _wd3_H41_1_20_jop_srea22_ot_024_SPE 1366 Dweak
& 20150224 _wd3_H41_1_20_top_rea3 rot_002_SPE | Dweak - D-
[=RriE D+
& 20150407_D-_H41_1_20_top _aread_rot_036_SPE E os
20150407_D-_H41_1_20_top_areab_rot_038_SPE
; 20150407_D-_H41_1_20_top_area7_ot_039_SPE 10737
& 20150407_D-_H41_1_20_top_areal_rot_040_SPE _
=¥y B
20150407_D+_H41_1_20_top_area’s_rot_009_SPE B —
20150407_D+_HA1_1_20_top_sreab_rot_010_SPE i |
20150407_D+_HA41_1_20 top_area8_rot_013_SPE 780
& 20150407_D+_H41_1_20_top_aread_roi_014_SPE = E
g
] _
486
193
o-
-100
Intensity Resutts | Cell Intenstties I Distribution Results I Distribution Cell Intensities | Cell Comparisons | Data Summary |
Imags Resutt | Frame Resut |
Count Distal
Average " . Distance All
Group Filename Single 2 Median 1st Quantil 3rd Quantil Near
inished Importing Molecules Intensity Average Avery
‘\ » 20150224 wd3__ | 1273 368,895 871243 862,957 868,995 24245 4604
Dweak 20150224 _wd3_.. [1517 348,577 349,596 348,761 948,977 25,498 4072
Dwezk 20150224_wd3_... |805 306,865 912115 893,396 906,865 2447 4143
Dwesk 20150224 _wd3_.. [1014 930,284 93173 921,921 930.284 26,149 3217
Dwesk 20150224_wd3_... |638 899536 305,828 884,986 899.536 22547 4392
D- 20150407_D-_H... [1 0 0 0 0 n. def. 0
D- 20150407_D-_H... [0 0 0 0 0 n.def. 0
D- 20150407_D-_H... [0 ] ] ] ] n.def. 0
D- 20150407_D-_H... [0 ] ] ] ] n.def. 0
D+ 20150407_D+_H.. 643 755,361 755,327 784,723 735,361 22322 5453
D+ 20150407_D=_H... [1026 837,025 840,743 827,503 837,025 25524 5137
D+ 20150407_D+_H... 601 830,739 839,843 8226 830,799 25,402 5582
D+ 20150407_D=_H... [1335 858,811 861706 851,733 858,811 25,701 4106

\ D. Borgmann, Antigen D Analysis Workflow

Umenc




—M

OBEROSTERREICH

File  Settings
E-[Z1@ Antigen D Analysis @ Analyses | ] Resuts
sO=l & Raw Data | @) Cel Detection | & Single Mol Detection

o[ NeR

i 20150224 _wd3_H41_1_20_top_area2_rot_013_SPE
-7 20150224 _wd3_H41_1_20_top_areal3_rot_014_SPE
7] 20150224 _wd3_HA1_1_20_top_area15_rot_017_SPE
7% 20150224 _wd3_Ha1_1_20_top_area22._rot_024_SPE

[F]°5 20150224_wd3_H41_1_20_top_area3_rot_002_SPE

20150407_D-_H41_1_20_top_area4_rot_036_SPE
[T 20150407_D-_H41_1_20_top_area6_rot_038_.SPE

; 20150407_D-_H41_1_20_top_area7_rot_039_SPE
" 20150407_D-_H41_1_20 _top_area8_rot_040_SPE

Options

}5 25

Finished Importing

100%

Manual Antigen D Analysis:

Each image can be analysed manually by clicking one the image name on the left handside. The
different analysis steps include cell detection, molecule detection, and result calculation.
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Manual Analysis
Cell Detection

A —nN

i OBEROSTERREICH
[ = Raw Data || @) Cell Detection i @ Single Mol Detection DeteCt Ce”S
Image for Cell Detection
/ Automatic cell detection is performed

Cells Refinement:

A Add Cell: Cells can be added manually
by clicking in the image; double click
finalizes cell form

A Delete Cell: Cells can be deleted by
clicking into the corresponding marked

/ . .
area in the image

A Clear Points: all clicked boundary points
are removed

D:.:edion P(a:ram.eter 5 ggl ; g“ g Cell Refinement Options ‘
etected Cell: = cat3 cae (AddCel (3] [DeleteCel (3] [Clear Points
[7] Show Detected Cells | (@) Detect Cells

T
|
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Manual Analysis

Molecule Detection

(2 =N

OBEROSTERREICH

Export Detected Molecule
Information:

Export functionality for x,y coordinate and
intensity of all detected molecules

Detect Molecules:

Automatic molecule detection is performed
and result is visualized

Change Detection Threshold:

Change threshold for molecule detection; left
=> |ower threshold, more signals; right =>
higher threshold, less signals

Remove Molecules:

Removes molecules by clicking on the
molecule position (appropriate for deleting
noise signals in images)
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